The loss of bone integrity can significantly compromise the aesthetics and mobility of patients and can be treated using orthopaedic implants. Over the past decades; various orthopaedic implants; such as allografts; xenografts and synthetic materials; have been developed and widely used in clinical practice. However; most of these materials lack intrinsic osteoinductivity and thus cannot induce bone formation. Consequently; osteoinductive functionalisation of orthopaedic implants is needed to promote local osteogenesis and implant osteointegration. For this purpose; bone morphogenetic protein (BMP)-functionalised coatings have proven to be a simple and effective strategy. In this review; we summarise the current knowledge and recent advances regarding BMP-functionalised coatings for orthopaedic implants.
Introduction
The loss of bone integrity, which can result from congenital non-union, trauma, inflammation or osteosarcoma resection, may significantly compromise the aesthetics and mobility of patients. The osseous restoration of bone defects, particularly critical-sized defects, remains a challenge in the fields of orthopaedics, maxillofacial surgery and dental implantology [1, 2] . As the "gold-standard" bone-defect-filling material, autologous bone grafts are highly osteoconductive, osteoinductive and osteogenic. However, the use of autologous bone grafts is limited by their intrinsic disadvantages, e.g., limited quantity [3] and donor site morbidity [4, 5] . In many cases, an orthopaedic implant is needed to treat the loss of bone integrity. An orthopaedic implant can be defined as a medical device designed to replace a missing joint or bone or to support a damaged bone [6] . To provide viable treatment options for different bone diseases, a variety of orthopaedic implants, such as allografts, xenografts and synthetic materials, have been developed and are widely used in clinical practice. The chemical composition of orthopaedic implants can be inorganic (e.g., calcium phosphate), organic (e.g., naturally derived or synthetic polymers) or hybrid. Several novel technologies have been developed to fabricate advanced orthopaedic implants with various surface chemistries and 3-dimensional geometries [7] .
However, most orthopaedic implants lack intrinsic osteoinductivity-the capacity to stimulate undifferentiated and pluripotent stem cells to differentiate into the bone-forming cell lineage. Consequently, these materials alone cannot induce bone formation. An effective approach for overcoming this problem is to incorporate osteoinductive drugs. Bone morphogenetic proteins (BMPs) are the cytokines most widely used to confer osteoinductivity [8, 9] . Among them, BMP-2, BMP-4, BMP-6, and BMP-7 have long been recognised as osteoinductive and are the most important cytokines in the field of bone tissue engineering. The in vivo implantation of exogenous BMPs can induce osteogenesis by blood-borne mesenchymal stem cells (MSCs). In the USA, two products comprising recombinant human (rh) BMP-2 or rhBMP-7 in absorbable collagen have already been approved for clinical application in non-union bone fractures and spinal fusions [10] .
In current clinical practice, collagen sponges have been functionalised by the adsorption of several milligrams of BMP-2 (e.g., INFUSE ® ), with the goal of promoting the repair of large bony defects. However, this method of BMP-2 delivery is far from satisfactory because a surface-adsorbed depot of the protein is released too rapidly (in a single high-dose burst) [11, 12] to induce a sustained osteogenic response at the site of implantation. This difficulty cannot be overcome simply by increasing the loading dose of BMP-2. Apart from the tremendous expense, the transiently high local concentration of BMP-2 could induce deleterious side effects, such as an over-stimulation of local bone resorption and an induction of bone formation at unintended sites [13] [14] [15] .
To maximise efficacy, BMPs must be delivered to the target site gradually, at a low level and in a sustained manner, rather than in a single high-dose burst [9, 16] . Surface coatings have been recognised as an effective way to modify orthopaedic implants and deliver BMPs for the induction of bone formation. Continuous efforts have been devoted to the development of advanced surface coatings to realise the controlled release of BMPs and to maximise their osteoinductive efficacy. In this review, we summarise recent advances in the development of BMP-functionalised coatings to promote osteogenesis for orthopaedic implants.
BMP (Bone Morphogenetic Protein)
Several growth factors, such as basic fibroblast growth factor (bFGF), insulin-like growth factors (IGFs), transforming growth factor-β (TGF-β), platelet-derived growth factor (PDGF), and vascular endothelial growth factor (VEGF), have been found to promote new bone formation through their effects on the recruitment, proliferation, and differentiation of bone-forming cells and angiogenesis. However, only BMPs can induce new bone formation in a pro-fibrotic microenvironment. BMPs are a group of proteinaceous growth factors in the TGF-β superfamily [17] . The discovery of BMPs in the pioneering work by Urist in 1965 [18] was a landmark in the development of bone tissue engineering. The classical role for BMPs is considered to be the induction of (ectopic) cartilage and bone formation [18, 19] . Due to continuous efforts over the past half century, BMPs are currently recognised as a group of metabologens that provides pivotal morphogenetic signals and orchestrates tissue architecture throughout the body [20] . The BMP family consists of more than 30 members [17] . In humans, 19 BMP family members are designated as BMPs. According to their gene homology, protein structure and functions, the 19 members are further subdivided into seven subgroups: BMP-2/4, BMP-3/3b, BMP-5/6/7/8/8b, BMP-9/10, BMP-11/growth and differentiation factor 8 (GDF8), BMP-12/13/14 and BMP-15/GDF9 [10, 21] . Most of the mature BMP molecules (except GDF3, GDF9, and GDF9B [22, 23] ) consist of two monomers that are covalently linked through a disulphide bond [10] . When the two monomers composing one ligand are derived from the same BMP gene, the BMP ligand is termed a "homodimeric BMP" or a BMP homodimer. When the two monomers composing one ligand are derived from different BMP genes, the BMP ligand is termed a "heterodimeric BMP" or a BMP heterodimer. The present knowledge of BMPs is largely based on homodimeric BMPs.
BMPs play pleiotropic roles in promoting the differentiation of pluripotent stem cells along different lineages, e.g., osteogenesis [24] , adipogenesis [25] and chondrogenesis [26] . The cellular and therapeutic effects of BMPs are mediated by their downstream signalling pathways, which are initiated by the binding of BMPs to transmembrane serine/threonine kinase receptors. Subsequently, the binding of BMPs triggers specific intracellular signalling pathways that control the transcription of specific target genes [27] . Two types of BMP receptors exist: type I and type II. Type I receptors include activin receptor type-IA (ActR-IA), BMP receptor type-IA (BMPR-IA) and BMP receptor type-IB (BMPR-IB). The type II receptors include BMP receptor type-II (BMPR-II), activin receptor type IIA (ActR-IIA) and activin receptor type IIB (ActR-IIB) [28] . Both types of receptors are indispensable for forming a functional complex to initiate downstream signalling events [29] .
BMPs can trigger two primary downstream signalling pathways by binding to different receptor complexes: Smad-dependent and Smad-independent signalling pathways [27] . Activated BMP receptors phosphorylate Smad1/5/8, which assembles into a complex with Smad4 and translocates to the nucleus, where it then regulates the transcription of target genes, such as inhibitor of DNA binding 1 (Id1), distal-less homeobox 5 (Dlx 5), runt-related transcription factor 2 (Runx2) and osterix. In addition to Smad-dependent signalling, a series of Smad-independent downstream signalling pathways are also activated, including mitogen-activated protein kinase (MAPK) pathways such as the p38, c-Jun N-terminal kinase (JNK) and extracellular signal-related kinase (ERK) pathways. These pathways play essential roles in BMP-induced osteogenic events [30] (Figure 1 ). During the process of osteoblastogenesis, mesenchymal stromal cells and osteogenic cells proliferate and express alkaline phosphatase (ALP) and osteocalcin (OCN), ultimately leading to mineralisation and the formation of bone tissue. In addition, highly sulphated and negatively charged glycosaminoglycan (GAG) chains, such as heparin sulphate or chondroitin sulphate, on cell surfaces or in the extracellular matrix can act as co-receptors presenting BMPs to their cell surface signalling receptors [31] . BMP-2-mediated Id1 induction has an intracellular requirement for sulphated molecules [32] . In the presence of heparin, the half-life of BMP-2 in culture medium was prolonged by nearly 20-fold, and a larger amount of bone formation was observed in an in vivo model [33] . Mimicking these biological events, a low dose of exogenous 2-N, 6-O-sulphated chitosan potentiated the osteoinductive activity of BMPs in vitro and in vivo by promoting BMP signalling pathways [34] . BMP-2, BMP-4, BMP-6, and BMP-7 have long been recognised as osteoinductive, and BMP-2 is the most widely used BMP for conferring osteoinductivity to orthopaedic implants. BMPs have been applied as recombinant proteins or genes. Recently, some BMPs have been reported to possess significantly higher osteoinductive efficiency than BMP-2 or BMP-7. For example, heterodimeric BMP-2/7 has been shown to induce the in vitro osteoblastogenesis of pre-osteoblasts more rapidly with a significantly lower concentration threshold and a significantly higher dose-efficiency than homodimeric BMP-2 or BMP-7 [35] . However, a 1:1 mixture of homodimeric BMP-2 and homodimeric BMP-7 did not show a synergistic effect. These phenomena suggest that heterodimeric BMP-2/7 induces bone formation via a specific pattern of signalling pathways [28] . The extracellular antagonist of BMPs-noggin-has shown a reduced antagonism to heterodimeric BMPs compared to homodimeric BMPs [36] . Moreover, heterodimeric BMPs have been shown to more rapidly promote the formation of bone with a more mature microarchitecture in vivo in a peri-implant bone defect compared to homodimeric BMPs [37] . BMP-9 was also recently shown to be superior to BMP-2 and BMP-7 in inducing the osteogenesis of MSCs. BMP-9 does not have a dimerised structure. Its signalling pathways are primarily mediated by receptors comprising ActR-IA and activin receptor-like kinase 1 [38] . The latter is known to be a receptor for TGF-β. In addition, BMP-9 has also been shown to resist the inhibitory effect of noggin and potently induce the osteogenic differentiation of mesenchymal cells [39] . These findings indicate that heterodimeric BMPs and BMP-9 are promising for inducing osteogenesis for orthopaedic implants.
However, when used in the clinically available forms and doses, BMPs have been shown to cause a series of adverse side effects, such as pain, radiculitis, ectopic bone formation, osteolysis, and poor global outcomes [40] . In addition, higher doses of rhBMP-2 have been associated with a greater apparent risk of new malignancy. Most of these adverse effects may be associated with supraphysiological doses (several milligrams) of BMPs. In recent years, we have been pleased to see advanced materials that enable the controlled release and, thus, the osteoinductive function of BMPs in physiological doses (several micrograms). BMPs at physiological doses are expected to cause significantly fewer adverse effects in comparison to supraphysiological doses. Consequently, advanced materials, including various coatings, have been developed to exert the osteoinductive functions of BMPs at physiological doses, thus conferring BMPs a promising application potential.
Adsorption of BMPs
The classical method for applying recombinant BMPs is to form a coating layer of BMPs by superficially adsorbing them onto collagen sponges without additional bonding (Figure 2A ). With this method, a large proportion of BMPs is released in a short time after exposure to the physiological milieu. The released BMPs can be rapidly deactivated by enzymes in the body. Consequently, a supraphysiological amount (e.g., milligrams) of BMPs must be applied to elicit osteoinductive effects [41] . Huh et al. [42] used 0.75 and 1.5 mg/mL of BMP-2 to functionalise dental implants, and a significantly higher volume of vertically formed bone and improved implant stability were achieved. However, this delivery method also raises concerns of possible side effects, such as over-stimulation of local bone resorption [15] . Attempts have been made at immobilising BMPs to both enhance the adsorption efficiency and enable slow release. Immobilisation of BMPs on orthopaedic implants is critical for improving stem cell-mediated bone tissue engineering. Shiels et al. [43] demonstrated that BMP-2 can be bonded to the surface of hydroxyapatite through polyethyleneimine (PEI) and a polyethylene glycol (PEG) tether. Although slow release of BMP-2 was achieved by this method, the amount of BMP-2 loaded (37.0 ± 7.7 ng/cm 2 ) was insufficient to facilitate more substantial bone regeneration in vivo [44] . In contrast, oxygen termination of nanocrystalline diamond can strongly immobilise BMP-2 and can enhance the osteointegration of dental implants [45] .
The benefits of coatings may arise not only from enhancing the incorporation rate or slowing the release of BMP-2 but also from maintaining the bioactivity of BMP-2. La et al. [46] In comparison to multistep strategies, a biologically inspired one-step strategy based on polymerised dopamine was introduced to immobilise BMPs or BMP-derived peptides on both polymeric [47] and titanium implants [48] (Figure 2B ). The predeposition of a polymerised dopamine layer facilitates highly efficient, facile immobilisation of BMPs and BMP-derived peptides. Orthopaedic implants functionalised by this method were shown to greatly enhance the in vitro osteogenic differentiation and calcium mineralisation of both human bone marrow-derived MSCs (BMSCs) and adipose tissue-derived stem cells (ASCs) [47, 48] . Furthermore, transplanted ASCs on these functionalised scaffolds significantly promoted in vivo bone formation in critical-sized calvarial bone defects [47] .
Furthermore, the immediate exposure of adsorbed BMP-2 to the physiological milieu can be avoided by using a covering layer ( Figure 2C ). Kim et al. [49] used a cross-linked alginate covering layer to enable the slow release of BMP-2 or an osteoinductive peptide from a polycaprolactone scaffold. Peterson et al. [50] prepared a polyelectrolyte coating of poly-L-histidine and poly(methacrylic acid), which was shown to be effective for the sustained release of negatively charged species under physiological conditions. This complex demonstrated pH-dependent release, with a maximum release at pH = 5-6 and low levels of sustained release at pH = 7-8. A reduced initial burst release and higher amounts of sustained release were observed when lower-molecular-weight poly(methacrylic acid) was used.
Moreover, when a calcium phosphate carrier is used, a prolonged retention of growth factors is always observed, which may result in reduced osteoinductive activity [51, 52] . Column chromatography separation techniques have demonstrated that Ca-P ceramics exhibit a high-binding affinity for proteins [53] . Thus, for these carriers, a strategy is needed to accelerate the release of BMPs. Zhao et al. [54] used negatively charged chitosan, sulphated chitosan, to accelerate the release of BMP-2 from a calcium-deficient hydroxyapatite scaffold. An almost twofold increase in the release percentage was achieved using the sulphated chitosan coating. Ionic interactions between the positively charged BMP-2 and the negatively charged polysaccharide chains increase the affinity of sulphated chitosan for BMP-2, which could significantly enhance BMP-2 release from Ca-P ceramics. As a result, BMP-2 with a sulphated chitosan coating resulted in more extensive new bone formation in comparison with controls.
BMP-Carrying Coatings
A liquid-solid transition can enable bioactive agents to be encapsulated with a 100% incorporation rate, allowing organic molecules to be employed as a very simple and efficient coating strategy for different orthopaedic implants ( Figure 2D ). With the degradation of the coating materials, the bioactive agents can be slowly released into the surrounding microenvironment.
Synthetic polymeric materials can be dissolved in organic solvents, in which bioactive agents can be incorporated. A liquid-solid transition of polymeric materials can be realised through the evaporation of the organic solvents. Poly(D,L-lactide) (PDLLA) is one of the most widely used polymeric materials for bone tissue engineering. PDLLA has been dissolved in a volatile solvent (chloroform) to enable the incorporation of growth factors (IGF-I and TGF-β1) and coating formation on metal wires [55] . A slow release of the growth factors was achieved. The same strategy was later applied to functionalise titanium Kirschner wires by incorporating BMP-2 [56] . The BMP-2-PDLLA coating-functionalised titanium Kirschner wires were shown to rescue delayed osteotomy healing in a clinically relevant animal model [56] . By changing the concentration and coating sequence of PDLLA, a sequential release of two (gentamicin and BMP-2) or three components (gentamicin, insulin-like growth factor I and BMP-2) was achieved to sequentially exert antibacterial, osteopromotive and osteoinductive functions [56] . The activity of the early release of gentamicin from the two-layer coating was confirmed microbiologically. The subsequently released BMP-2 stimulated the metabolic activity and alkaline phosphatase (ALP) activity of C2C12 cells after 2 weeks. In the three-layer-coated wires, insulin-like growth factor I continuously stimulated cell proliferation, while BMP-2 enhanced ALP activity between 1-3 weeks. The sequential release of growth factors revealed an additive effect on the metabolic activity and ALP expression of primary osteoblast-like cells compared to single coated controls.
The use of organic solvents may present a potential risk of harming the host tissues and triggering an undesired foreign-body-giant-cell response. Furthermore, organic solvents may compromise the bioactivity of proteinaceous bioactive agents. In comparison, water-soluble organic molecules are advantageous for preserving the bioactivity of proteins such as BMPs. Fibrin is a natural water-soluble organic molecule that can be polymerised by thrombin. The process of fibrin polymerisation is similar to the clotting of blood, in which the bioactivity of proteinaceous cytokines is retained. The liquid-solid transition of polymerised fibrin can be achieved simply by drying under vacuum. Kang et al. [57] functionalised a solid freeform-based scaffold with a BMP-2-embedded fibrin/hyaluronic acid coating. The fibrin/hyaluronic acid coating significantly enhanced initial cell attachment. Furthermore, the in vitro release of BMP-2 from the fibrin/hyaluronic acid-coated scaffolds was sustained for 3 days. The sustained release stimulated the ALP activity of ASCs seeded on the scaffold for 10 days to a greater degree in comparison to soluble BMP-2 that was added to the culture media. Importantly, the transplantation of undifferentiated ASCs seeded on BMP-2-loaded, fibrin/hyaluronic acid-coated scaffolds resulted in improved bone formation and mineralisation compared to undifferentiated ASCs seeded on uncoated scaffolds as well as on fibrin/HA-coated scaffolds without BMP-2 (but containing BMP-2 in the cell suspension medium). The same principle can also be applied to produce a BMP-functionalised coating with other organic molecules, such as gelatin [58] and chitosan [59] .
Layer-by-Layer (LbL) fabrication, in which a charged substrate is alternately dipped in positively and negatively charged polymer baths to build a nanolayered thin film, is another important technique for creating coating layers with embedded BMP-2. Polyelectrolyte multilayer films are highly attractive as ultrathin biological reservoirs because of the ability to conformally coat difficult geometries, the use of aqueous processing, which is likely to preserve the function of fragile proteins, and the tunability of incorporation and release profiles [60, 61] . Macdonald et al. [62] created an ultrathin polyelectrolyte multilayer film by repeatedly dipping a scaffold in four solutions containing (1) poly(β-aminoester) (positively charged); (2) chondroitin sulphate (negatively charged); (3) BMP-2 (positively charged); and (4) chondroitin sulphate. This tetralayer structure was repeated 100 times for all LbL films in this communication. BMP-2 released from the polyelectrolyte multilayer films retained its ability to induce both in vitro osteogenic differentiation and in vivo bone formation intramuscularly. Guillot et al. [63] developed an osteoinductive coating on a porous titanium implant using biomimetic polyelectrolyte multilayer films loaded with BMP-2. The amount of BMP-2 loaded in these films was tuned over a large range by varying the extent of cross-linking of the film and the initial concentration of BMP-2. An important property of this coating is that it was shown to preserve the bioactivity of BMP-2 in resistance to various adverse conditions, such as long-term storage and γ-irradiation sterilisation, as shown by in vitro data. Van den Beucken investigated three loading modalities of BMP-2 [superficial (s), deep (d), and double-layer (dl)] in multilayer coatings created using cationic poly-D-lysine or poly(allylamine hydrochloride) and anionic deoxyribonucleic acid (DNA) [64] . All of the differently loaded multilayered DNA-based coatings showed an initial burst release followed by an incremental sustained release of the remaining BMP-2. In in vitro experiments, the superficially loaded and double-layer-loaded coatings significantly accelerated calcium deposition. In contrast, the d-loaded multilayered DNA-based coatings influenced osteoblast-like cell behaviour by decreasing the deposition of calcium. Consequently, the loading modality may also significantly influence the efficacy of BMP-2.
Using the LbL technique, Min et al. [58] presented a new strategy-the implementation of laponite clay barriers ( Figure 2E ). The barrier layer brings two benefits: (1) it allows for physical separation of the two components (gentamicin and BMP-2) by controlling interlayer diffusion; (2) it leads to a significant reduction in the release dose and an increase in the release timescale. This new platform for multi-drug localised delivery can be easily fabricated, tuned, and translated to a variety of implant applications in which control over the spatial and temporal release profiles of multiple drugs is desired.
BMP-Functionalised Biomimetic Coatings
In 1990, Kokubo and colleagues, for the first time, introduced the concept of biomimetic mineralisation [65] . By this method, materials can be coated with a layer of apatite by immersion into simulated body fluid (SBF)-a solution with ion concentrations that are approximately equal to those of human blood plasma. The layer of calcium phosphate that is produced can promote the differentiation of bone-marrow stromal cells into osteoblasts [66] , enhance bone ingrowth and bone-implant contact [67] [68] [69] , and reduce fibrous encapsulation [70] . However, the application of the original biomimetic technique was limited due to its two intrinsic disadvantages: a long immersion period (approximately 1-2 weeks) and the need for active chemical groups for the formation of the apatite layer. Active chemical groups, such as dihydrogen phosphate (H 2 PO 4 ) or carboxylic acid (COOH) moieties, are highly conducive to biomimetic mineralisation, while those composed of methyl groups (CH 3 ) are unpropitious for this process [71] . Because many of the commercially available orthopaedic implants lack such active chemical groups on their surfaces, additional treatments must be performed to enable the coating formation [72] .
To overcome this limitation, a two-phase biomimetic coating technique was developed. This two-phase biomimetic coating process involves the formation of an initial amorphous layer as a seeding layer, followed by the subsequent deposition of a crystalline protein-carrying layer. Without the need for additional surface modifications, this technique has been used to biomimetically coat various orthopaedic implants with different physicochemical properties, including titanium [73] [74] [75] , deproteinised bovine bone [76] , collagen and three synthetic polymeric materials [77] , within 3 days. The morphological and physicochemical properties of the coatings have been shown to be independent of the surface chemistry, the surface geometry and the three-dimensional structure of the underlying materials [77] . The broad applicability of the two-phase biomimetic coating can be attributed to the amorphous seeding layer because tiny particles of amorphous calcium phosphate, which are formed under the nucleation-inhibitory influence of Mg 2+ [78] and HCO3 2− [79] , can be captured and immobilised on the substratum through mechanical gomphosis [77] . These amorphous calcium phosphate spheres then serve as nucleation sites for the subsequent growth of a crystalline lattice of calcium phosphate [80] . With this two-phase biomimetic coating, BMPs can be added to the coating solutions and co-precipitated with the crystalline calcium phosphate to form a BMP-functionalised biomimetic coating. The crystalline latticework of the biomimetic coating provides a three-dimensional reservoir to store and release BMPs gradually [81] and in a cell-mediated manner over a period of several weeks [82] . Significantly higher volume densities of newly formed bone tissue have been consistently induced by biomimetic coatings incorporating BMP-2 for metallic implants [81, 83] , deproteinised bovine bone [76] and four types of polymers [84] compared to materials with similar amounts of adsorbed BMP-2.
Interestingly, the bone formation induced by coatings incorporating BMP-2 shows a unique characteristic: the volume density of the newly formed bone is proportional to the initial surface-area density of the orthopaedic implants [84] . This result indicates that polymers with a more dense surface area will be associated with a higher volume density of bone. This ossification may provide an explanation for the dependence of bone formation on the surface-area density of the functionalised materials. Thus, this technique challenges current approaches in tissue engineering in which pore size and porosity are heavily emphasised [85] . After a 5-week implantation, significantly lower volume densities of foreign-body giant cells (FBGCs) were associated with coatings incorporating BMP-2 compared to orthopaedic implants either alone, with adsorbed BMP-2 or with a coating only. These findings indicated that the biomimetic coating incorporating BMP-2 not only induced and sustained bone formation with a higher efficiency but also reduced the host inflammatory response, such as the formation of FBGCs.
One limitation of biomimetic coatings is that the protein incorporation rate is relatively low (3%-15%) [74, 86, 87] . This low incorporation may lead to a waste of expensive BMPs and may limit their clinical applications. Yu et al. [88] attempted to improve the protein incorporation rate by carefully adjusting the substrate surface area to SBF volume ratio (SSA/SV ratio). The authors achieved a very high incorporation rate (90%) of bovine serum albumin when the ratio of the substrate surface area to SBF volume was as high as 0.072.
Coatings for the Delivery of BMP Genes
Although growth factor-based bone regeneration has been widely used in clinical practice, the biological activity of the soluble factors that promote bone formation in vivo can be limited by diffusion and degradation. To address these problems, new approaches based on the delivery of genes that encode these growth factors to the target cells have been established. In these approaches, the transfected cells serve as local "bioreactors", as they express the exogenous genes and secrete the synthesised proteins into their local microenvironment [89] .
Naked plasmid DNA physically entrapped in a polymer matrix sponge has been associated with low transfection efficiencies [90] . In the past decade, several advanced vectors have been developed to deliver BMP genes with high transfection efficiency. An ideal vector would possess the following characteristics: avoidance of an immunological host response, preferential binding to specific target cells, transduction of dividing and non-dividing cells, no disruption of normal cell function, expression of genes at an appropriate therapeutic level, ability to allow for external control of protein expression, and ease of production at a reasonable cost [91] [92] [93] . Vector systems can be classified into non-viral and viral vectors. Both types of vectors have their respective advantages and disadvantages. Viral vectors, such as retroviruses, lentiviruses, adenoviruses and adeno-associated viruses (AAV), show relatively higher transfection efficiency [94] , but may cause immunological rejection and can disrupt normal gene functions [95, 96] . Non-viral vectors, such as DNA plasmids, lipoplexes, and polyplexes, can avoid many of the problems associated with viral vectors, but they are associated with DNA instability, inefficient delivery to target cells, variable clearance by lysosomes, unpredictable cytosolic transport, and inconsistent transcription of the desired genes [97] . The choice of a vector for gene therapy depends on the desired duration of protein function, anatomical location, condition to be treated, and the desire for an in vivo or ex vivo approach [91] .
Coatings with Non-Viral Vectors Delivering BMP Genes
Kolk et al. [98] published a strategy for establishing a gene-activated matrix on titanium using gene vectors protected by a polylactide coating ( Figure 2F ). Copolymer-protected gene vectors were prepared by lyophilising a mixture of polyethylenimine (PEI), plasmid DNA and the negatively charged protective copolymer P6YE5C. The polyplex was then lyophilised into dried DNA complexes. The complexes were suspended in PDLLA and coated onto titanium surfaces. The vector release, cell viability and gene transfer efficiency to NIH 3T3 fibroblasts were strongly dependent on the vector dose and its ratio to the PDLLA film thickness.
Jiang et al. [99] fabricated a multilayered cationic coating of hyaluronic acid/liposome-DNA complexes (HA/LDc) on titanium using a LbL assembly approach and evaluated it as a delivery vehicle for recombinant human BMP-2. Cells that were seeded on the HA/LDc coating secreted a significantly higher amount of BMP-2 into the culture medium than pre-osteoblasts (MC3T3-E1 cell line) seeded directly onto the titanium surface or onto a coating without BMP plasmid at 3 days. This coating also led to significantly higher ALP activity in MC3T3-E1 cells than the controls after 7 and 14 days of culture. Thus, it was concluded that pre-osteoblasts cultured on the multilayer HA/LDc coating surface could secret rhBMP-2 protein at levels that were effective in inducing early osteogenic differentiation.
Coatings with Viral Vectors Delivering BMP Genes
Chen et al. [100] prepared a type I collagen-avidin coating on titanium. Adenoviral vectors expressing BMP-7 (Ad-BMP-7) were attached to the coating through hexon-specific antibodies. The anti-adenohexon antibody adhered strongly to the collagen-avidin gels. BMP-7 gene expression was precisely localised to cells growing on the gels functionalised with the hexon-specific antibody. Osteoblasts on the titanium delivering Ad-BMP-7 exhibited higher ALP activity than the control condition without Ad-BMP-7.
AAVs are also one of the most widely used viral vectors. A conventional AAV vector has a rate-limiting step that involves second-strand synthesis, as the typical AAV genome is a single-stranded DNA template. To promote the transfection efficiency of AAV vectors, a self-complementary AAV (scAAV) was developed [101] . Rather than waiting for cell-mediated synthesis of the second strand, upon infection, the two complementary halves of the scAAV will associate to form one double-stranded DNA (dsDNA) unit that is ready for immediate replication and transcription. Collagen coatings carrying scAAV-BMP-2 have been found to significantly enhance BMP-2 production and alkaline phosphatase activity of human MSCs in two-dimensional cultures [102] . Furthermore, acellular scAAV-BMP-2-coated three-dimensional porous poly(ε-caprolactone) scaffolds have been shown to increase bony bridging and induce significantly higher bone ingrowth and mechanical properties compared to controls in critical-sized femoral defects in immunocompromised rats. Similar results were also achieved using scAAV-BMP-2-coated allografts [103] .
Conclusions
BMPs, particularly BMP-2, are highly osteoinductive and induce in vitro osteoblastogenesis and in vivo osteogenesis. Osteoinductivity can be conferred to orthopaedic implants with six types of BMP-functionalised coatings: (A) direct adsorption; (B) immobilisation of BMP through chemical bonding; (C) adsorption of BMPs with a covering layer; (D) incorporation of BMPs into a polymer/hybrid carrier/barrier layer; (E) incorporation of BMPs into a polymer/hybrid carrier layer in combination with a covering/barrier layer; and (F) incorporation of BMP genes into a polymer/hybrid carrier layer (Figure 2 ). The latter five types of BMP-functionalised coatings can result in slow, localised release of BMPs, thereby significantly enhancing osteogenesis and the osteointegration of orthopaedic implants using a low dose of BMPs.
